AppL No. : 10/063,551 

Filed May 2,2002 



kidney line (293 or 293 cells subcloned for growth in suspension culture, Graham et al., J. Gen 
Virol- 36:59 (1977)); Chinese hamster ovary cellsADHFR (CHO, Urlaub and Chasin, Proc.Natl. 
Acad. Sci. USA. 77:4216 (1980)); mouse Sertoli cells (TM4, Mather, BioL Reprod.. 23:243-251 
(1980)); human lung ceils (W138, AT€ € ATCC™ CCL 75); human liver cells (Hep G2, HB 
8065); and mouse mammary tumor (MMT 060562, ATCC ATCC™ CCL51). The selection of 
the appropriate host cell is deemed to be within the skill in the art. 

^ease amend paragraph [0281], beginning at page as follows: 
[02fHj An example of suitable selectable markers for mammalian cells are those that 
enable the identification of cells competent to take up the PRO-encoding nucleic acid, such as 
DHFR or thymidine kinase. An appropriate host cell when wild-type DHFR is employed is the 
CHO cell line deficient in DHFR activity, prepared and propagated as described by Urlaub et al., 
Proc. Natl. Acad. Sci. USA. 77:4216 (1980). A suitable selection gene for use in yeast is the trp\ 
gene present in the yeast plasmid YRp7 [Stinchcomb et al., Nature, 282:39 (1979); Kingsman et 
al., Gene. 7:141 (1979); Tschemper et al., Gene. 10:157 (1980)]. The trpl gene provides a 
selection marker for a mutant strain of yeast lacking the ability to grow in tryptophan, for 
example, A¥G €ATCC™ No. 44076 or PEP4-1 [Jones, Genetics, 85:12 (1977)]. 
Please amend paragraph [0315], beginning at page 86, as follows: 
[0315] It may be desired to purify PRO from recombinant cell proteins or 
polypeptides. The following procedures are exemplary of suitable purification procedures: by 
fractionation on an ion-exchange column; ethanol precipitation; reverse phase HPLC; 
chromatography on silica or on a cation-exchange resin such as DEAE; chromatofocusing; SDS- 
PAGE; ammonium sulfate precipitation; gel filtration using, for example, 
SwhadexSEPHADEX™ G-75 filtration resin: protein A ScpharoB c SEPHAROSE™ columns to 
remove contaminants such as IgG; and metal chelating columns to bind epitope-tagged forms of 
the PRO. Various methods of protein purification may be employed and such methods are known 
in the art and described for example in Deutscher, Methods in Enzymology, 182 (1990); Scopes, 
Protein Purification: Principles and Practice, Springer-Verlag, New York (1982). The 
purification step(s) selected will depend, for example, on the nature of the production process 
used and the particular PRO produced. 
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Patents and Trademarks to be entitled thereto according to 35 USC § 122 and the 
Commissioner's rules pursuant thereto (including 37 CFR § 1.14 with particular reference to 886 
OG638). 

Please amend paragraph [0408], beginning at page 112, as follows: 
[0408] Anti-PRO antibodies also are useful for the affinity purification of PRO from 
recombinant cell culture or natural sources. In this process, the antibodies against PRO are 
immobilized on a suitable support, such as Sephadox SEPHADEX™ resin or filter paper, using 
methods well known in the art. The immobilized antibody then is contacted with a sample 
containing the PRO to be purified, and thereafter the support is washed with a suitable solvent 
that will remove substantially all the material in the sample except the PRO, which is bound to 
the immobilized antibody. Finally, the support is washed with another suitable solvent that will 
release the PRO from the antibody. 



( ATC C ATCC CCL 1573) are grown to confluence in tissue culture plates in medium such as 

DMEM supplemented with fetal calf serum and optionally, nutrient components and/or 

antibiotics. About 10 pRK5-PRO DNA is mixed with about 1 ng DNA encoding the VA 

RNA gene [Thimmappaya et aL, Cell, 31:543 (1982)] and dissolved in 500 \d of 1 mM Tris-HCl, 

0.1 mM EDTA, 0.227 M CaCl 2 . To this mixture is added, dropwise, 500 \d of 50 mM HEPES 

(pH 7.35), 280 mM NaCl, 1 .5 mM NaP04, and a precipitate is allowed to form for 10 minutes at 

25°C. The precipitate is suspended and added to the 293 cells and allowed to settle for about 

four hours at 37°C. The culture medium is aspirated off and 2 ml of 20% glycerol in PBS is 

added for 30 seconds. The 293 cells are then washed with serum free medium, fresh medium is 

added and the cells are incubated for about 5 days. 

Please amend paragraph [0437], beginning at page JJ3, as follows: 
H&\ V / 

[0437] Recombinant baculovbra is generated by co-transfecting the above plasmid 
and BaculoGold™ virus DNA (Pharmingeftjsmto Spodoptera frugiperda ("Sf9") cells ( ATCC 
ATCC™ CRL 1711) using lipofectin (co4nerchrf|y available from GIBCO-BRL). After 4 - 5 
days of incubation at 28°C, the released^viruses are hahrested and used for further amplifications. 
Viral infection and protein expression are performed as described by OHeilley et al., Baculovirus 
expression vectors: A Laboratory Manual- Oxford: Oxford University Press (1994). 




